
nCUREl / 

R35464 GGCCGGGTCG TTTCTCGCCT GGCTGGGAtC GCTGCTCCTC TCTGOGGTCC 5C 

OPT PGR rSP GWDR CSS LGS 16 

R354 64 TGGCCGGCCG ACCGAGAACG CAGCATCCAC GACTTCTGCC TGGTGTCGAA 100 

OPS WPADRERSIHDFCLVSK 32 

R35464 GGTCGTGGGC AGATTCCGGG CCTCCATGCC TAGGTGGTGG TACAATGTCA 150 

ORf VVG R£RA SMP RWW Y NV? 5C 

R35464 CTGACGGATC CTGCCAGCTG TTTGTGTATG GGGGCTGTGA CGGAAACAGC 20: 

ORf DGS CQL rVYG GCO GN3 ii 

R35464 AATAATTACC TGACCAAGGA GGAGTGCCTC AAGAAATGTG CCACTGTCAC 2 50 

ORF WNYLTKEECiKKCATVT 83 

R35464 AGAGAATGCC ACGGGTGACC TGGCCACCAG CAGGAATGCA GCGGATTCCT 300 

CRT ENA TGDL ATS RNA ADSSlOO 

R35464 CTGTCCCAAG TGCTCCCAGA AGGCAGGATT CTTGAAGACC ACTTCAGCGA 350 

ORF VPS APR R3DS - RP ^QR U6 

R35464 TATGTTTCAA NTATTGNAAG AATAATTGCA CCGNCAACGN AT? 393 

ORF YVS»r*RIIAP«T- 130 



KEY 

R35464 - Nucleic acid sequence of EST R35464 (SEQ ID NO: 12) 
ORF - EST R3S464 Open Reading Frame Translation (SEQ ID NO: 13) 



\ 

FIGURE 2 

R745>3 GCAATAATTA CCTGACCAAC GAGGAGTGCC TCAAGAAATC TGCCACTGTC 50 

ORf Q*L PC3G GVP QEM CHCH l"? 

R'J4593 ACAGAGAATG CCACGGGTGA CCTGGCCACC AGCAGGAATG CAGCGGATTC 100 

ORT RECHG'PGHQQECSGf 33 

R74 593 CTCTGTCCCA AGTCTCCCAG AAGGCAGGAT TCTGAAGACC ACTCCAGCGA 15C 
CF LCPK SPR RQO SEOH 3SD 

R74 593 TATGTTCAAC TATGAAGAAT ACTGCACCGC CAACGCAGTC ACTGGGCCTT 200 

ORf MFN YEET CTA NAV TGPC 61 

R74 593 GCCGTGCATC CTTCCCAC3C TGGTACTTTG ACCTGGAGAG GAACTCCTOC 250 

ORf RASrPRWyFOVERN SC 83 

R74 593 AATAACTTCA TCTATGGAGG CTGCCOGGGC AATAAGAACA GCTACCOCTC 300 

ORf NMFI rGG CRG NKHS YRS 100 

R74593 TGAGGAGGCC TGCATGCTCC GCTGCTTCCG JCAGCAGGAG AATCCTCCCC 350 
ORf EEACM-RCFRQaEMPPLll"? 

R74 593 TGCCCCTTGG CTCAAAGGTG GTGGTTCTGG CCGGGGCTGT TTCGTGATGG 400 

ORf p L G S K V V V L A G A V S • W 133 

R74 593 TGTTGATCCT TTTCCTGGGG AGCNTCCATG GTCTTACTGA TTCCGGGTGG 450 

ORf C»SFSWGASMVLLIPGG ISO 

R74 593 CAAGGAGGAA CCAGGAGCCT GCCCTGCGGA NCGTCTGGAG CTTCGGAGAT 500 
ORf REE PGAC PAX RLE LRR'16"' 

R74S93 GACAAGGGNT 
ORf Q G 



510 
169 



KEY 

R74593 - Nucleic acid sequence of £ST R74593 (SEQ 10 NO: 14)^ 
ORT - EST R74593 Open Reading Frame Translation (SEQ ID SO: 15 



nCURES 3 

R35464 WCGGGTCGT TTCTCCCCTG GCTGGGA-TC GCT5CTCCTC TCTGGGGTCC 50 

(J3979fl TGGGANTC GCTGCTCCTC TCTGGGGTCC 28 

H94519 GCMGCG-CGT TNNTCGCNT- GCTGGGA-TC GCTGCACCTC TCTGGGGTCC 4^ 

CoMenau*"' rj: rrnr^.^.r,T -^-^rnr-'r, r^rrr^-TC GCTGCTCCTC TCTGGGGTCC 30 

Tcanaiation AGSF LAW IG S LLL SGV -3 

R35464 TGGCCGGCCG ACCGAGAACG CAGatCCAC GACTTCTGCC TGCTGTCGAA IOC 

M3979e TGG-CGGCCG ACCGAGAACG CAGCATCCaC UACTTCTGCC TGGTGTCGAA 

H94519 NGG-CGGCCG ACCGAGAACG CAGCATCCAC GACTTCTGCC TGGTGTCGAA 96 

Consensus*' TGG-CGGCCG ACCGAGAACG CAGCATCCAC GACTTCTGCC TGGTGTCGAA 99 

Translation LA^Q ata ilil ttECI. JdiJi 15 

R35464 GGTGGTGGGC AGATTCCGGG CCTCCATGCC TAGGTGGTOC TACAATGTCA 150 

N3979e GGTGGTGGGC AGATGCCGGG CCTCCATGCC TAGGTGGTGG TACAATGTCA 127 

H94519 GGTGGTGGGC AGATGCCGGG CCTCCATGCC TAGGTGGTGG TACAATGTCA 146 

CoisensSr'' GGTGGTGGGC AGATfiCCGGG CCTCCATGCC TAGGTGGTGG TACAATGTCA 149 
Translation 2 12 aCBA SBE aMM XM5dl32 

R35464 CTGACGGATC CTGCCAGCTG TTTGTGTATG GGGGCTGTGA CGGAAACAGC 200 

N39798 CTGACGGATC CTGCCAGCTG TTTGTGTATG GGGGCTGTGA CGGAAACAGC 177. 

H94 519 CTGACGGATC CTGCCAGCTG TTTGTGTATG GGGGCTGTGA CGGAAACAGC 196 

Consensu"' CTGACGGATC CTGCCAGCTG TTTGTGTATG GGGGCTGTGA CGGAAACAGC 199 
Translation fifiS CQi CJdXfi fiCa fiaS 

R3S464 AATAATTACC TGACCAAGGA GGAGTGCCTC AAGAAATGTG CCACTGTCAC 250 

M39798 AATAATTACC TGACCAAGGA GGAGTGCCTC AAGAAATGTG CCACTGTCAC 227 

H94 519 AATAATTACC TGACCAAGGA GGAGTGCCTC AAGAAATGTG CCACTGTCAC 246 

R74593 corr. AATAATTACC TGACCAAGGA GGAGTGCCTC AAGAAATGTG CCACTGTCAC 52 

Consensus AATAATTACC TGACCAAGGA GGAGTGCCTC AAGAAATGTG CCACTGTCAC 249 

Translation HdVL TKE ECL KKCA TV? o3 

R35464 AGAGAATGCC AC3GGTGACC TGGCCACCAG CAGGAATGCA GCGGATTCCt 3C: 

N39798 AGAGAATGCC ACGGGTGACC TGGCCACCAG CAGGAATGCA GCGGATTCCt l'- 

H94 519 AGAGAATGCC ACGGGTGACC TGGCCACCAG CAGGAATGCA GCGGATTCCT 296 

R74593 core. AGAGAATGCC ACGGGTGACC TGGCCACCAG CAGGAATGCA GCGGATTCCT 

Consensus AGAGAATGCC ACGGGTGACC TGGCCACCAG CAGGAATGCA GCGGATTCCT 299 
Translation ENA T G 3L ATS RNA A OS3i2 

R35464 CTGTCCCAAG TGCTCCCAGA AGGCAGGATT CTTGAAGACC ACTTCA3CGA 

N39798 CTGTCCCAAG TGCTCCCAGA AGGCAGGATT CT-GAAGACC ACTCCAGCGA 326 

H94519 CTGTCCCAAG TGCTCCCAGA AGGCAGGATT CT-GAAGACC ACTCCAGCGA 543 
R74593 corr. CTGTCCCAAG TGCTCCCAGA .\GGCAGGATT CT-GAAGACC ACTCCAGCGA 

'-onsensus CTGTCCCAAG TGCTCCCAGA AGGCAGGATT CT-GAAGACC ACTCCAGCGA 34 3 
Translation VPSAPRRQDS EOHS3D?9 

R35464 TATGTTTCAA NTATTGNAAG AATAATTGCA CCGNCAACGN ATT '^'^'^ 

N39798 TATGTT-CAA CTA-TG-AAG AATACT-GCA CCGCCAACGC AGTCACTGGG : 2 

H94519 TATGTT-CAA CTA-TG-AAG AATACTGGCA CCGCCAACGC ATTCACTGGG 352 
R74593 cc.-r. TATGTT-CAA CTA-T3-AAG AATACT-GCA CCGCCAACGC AGTCACTGGG 
Consensus TATGTT-CAA CTA-::-AAG AATACT-GCA CCGCCAACGC AGTCACTGGG . 

Translation MTS r£ srCTANAVTG 



nGURE3(C0NT) 



R3S464 
N3979« 
H94$19 

R74593 corr. 

Consensus 

tranalACion 



CCTTGC-GTG GAATCCTTTC CCACGCTGGN AATTTNGACG TTGAGAAGGA 421 

CCT-GC-GTG -CATCCTT-C CCACGCTGGT ACTTT-GNCG 42^ 

CCTTGCCGTG -CATCCTT-C CCACGCTGGT ACTTT-GACG TGGAGA-GGA 24 3 
CCTTGCCJTG -CATCCTT-C CCACGCTGGT ACTTT-GACG TGGAGA-GGA 4 40 
PCRA SF PRWYT OVERS 129 



R35464 
N39798 
H94519 

R74593 corr. 

Con3«n3us 

Translation 



AC- 



423 



ACTCCTGCAA TAACTTCATC TATGGAGGCT GCCGGGGCAA TAAGAACAGC 2 93 
ACTCCTGCAA TAACTTCATC TATGGAGGCT GCCGGGGCAA TAAGAACAGC 4 90 

SCN wf: yggc rgn kns us 



R35464 
N39798 
H94SI9 

R74593 corr. 

Consensus 

Transiacion 



TACCGCTCTG AGGAGGCCTG CATGCTCCGC TGCTTCCGCC AGCAGGAGAA 34 3 
TACCGCTCTG AGGAGGCCTG CATGCTCCGC TGCTTCCGCC AGCAGGAGAA 540 
vRSE EAC MLR CFRQ QEN162 



R3S464 
N39798 
H94S19 

R74593 corr. 
Consensus 

Translation. 



TCCTCCCCTG CCCCTTGGCT CAAAGGTGGT GGTTCTGGCC GGGGCTGTTT 39 3 
TCCTCCCCTG CCCCTTGGCT CAAAGGTGGT GGTTCTGGCC GGGGCTGTTT 590 
?PL PLCS KVV VIA GAVS:79 



R35464 
M39798 
H94519 

R74593 corr. 

Consensus 

Translation 



CGTGATGGTG TTGATCCTTT TCCTGGGGAG CNTCCATGGT CTTACTGATT 44 3 
CGTGATGGTG TTGATCCTTT TCCTGGGGAG CNTCCATGGT CTTACTGATT 64 0 
• W C • S F S V* G A S M V III 195 



R35464 
M39799 
H94519 

R74593 corr. 

Consensus 

Translation 



CCGGGTGGCA AGGAGGAACC AGGAGCGTGC CCTGCGGANC GTCTGGAGCT 49 3 
CCGGGTGGCA AGGAGGAACC AGGAGCGTGC CCTGCGGANC.£lLI2SA5iI 690 
PGGK t Z ? GAC PA'R I Z 1*1 



R3S4i4 

S3979t 

H94S19 

R74593 corr. 

Consensus 

Translation 



TCGGAGATGA CAAGGGNT 

-^r^aoArnA caagggnt 

R R • Q 



KEY 

R35464 - Nucleic acid sequence of EST R35464 (SCQ ID KO. : 12) 
N39799 - Nucleic acid sequence zt EST N39798 (SEQ ID NO.: P) 
H94S19 - Nucleic acid sequence ct EST H94519 (SEQ ID NO.: 16) 
'R74593 corr. - Correct d version of (SEQ 10 NO.: 14) G at b.p. 
Consensus ■ Nucel;c acid sequence for nuitvan bikunin (SEQ ID NO. 
Translation • Aruno acid Transiacion cf Consensus (SEQ ID NO.: 



14 

h > 



Figure 4 A. 



Schematic depicting the overlap of ESTs bearing homology 
to the cDNA sequence encoding placental bikunin 
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Base pairs 



Figure 4B 



2se 



see 



7se 



i2se 



isee 



i75e 



2250 



^r>408S1.gbinew ^ 
' n39876.gt>xn<w \ 
_r87894.gbiest2 \ 
h16866.9bxest1 > 
r34808.gbiest2 > 
' t660S8.gbxest2 ► 
nS74 50.gbxngw % 
_nS7374;gbxn€w \ 

_r35464.gbxe$t2 \ 
h94S19.gbxnew» 
_n39798.gbxn«w ► 
h87300.g bxe$t1 ► 

r74S93.gbxest2 \ 
_r31730.gbxest2 ► 
r34701.gbxest2 4 
_h02982.gbxestl \ 
r32676.gbxest2 ► 
" t47439.gbxe8t2 » 

r73968.9bxe«t2 \ 
_h39840.gbxest1 \ 
h9S233.gbxnew 4 
~ h39841.gbxest1 4 
n30199.gbxnew \ 
' tS2966.gbxest2 > 
n29S08.gbxnew i 
n26919.gbxnew 4 
I n26910.gbxnew 4 
h16757.gbxe$t1 4 
n27732.gbxnew 4 




so 

fiikuni" 5CCA CCTCCCCCCC TTCCCACCTC TACCCCCCCT CTCAACCCCT 

CCSA CCTCCCCCCC rrCCCACCTC TACCCCCCCT CTCAACCCCT 

CCCA CCTCCCCCCC TTCCCACCTC TACCCCCCCT CTCAACCCCT 

He7894 

«^6966 GGCCA CCTCCCCCCC TTCCCACCTC TACCCCC.CT CTCA.VCCCCN 

RJMOa ; 

T*<058 

NS'OO : TACCCCCCCT CTCAACCCNA 



R35I64 



M397M ^ 

HI7300 



Rjino 

^34101 • 

■i:2982 ; 

a:2676 

mn9 

«n968 

h39«40 

H95233 

K3984: 

N30:99 

:529«6 

N29508 

N26919 

N26910 ^ 

H;6''57 

S21'^32 



rigur* 4C (Con't) 

Bikjnin CNA CCCCCC TTCACTCTCC CACCCCCCCA CCCCCCCACT CACCACCACA 
MCACNCCCCC TTCACTCTCC CACCCCCCCA CCCCCCSACT CACCACCACA 
M39876 CCA. CCCCCC TTCACTCTCC CACCCCCCCA CCCCCCCACT CACCACCACA 

TTCACTCTNC NACCCCCCCA CCCCCCCACT CACCACCACA 

h:6««6 ..ANCCCCCC TTCACTCTCC CACCCCCC.A CCCCN.CACT CACCACCACA 
"'^'^e ^ CACCACCACA 

r«<osa 

N57450 CAACNCCCCC TTCACTCTCC CACCCCCCCA CCCCCCCACT CACCACCACA 

"S'i^^ ACA 

RJ54«4 

H»45n 



HI7J00 

; ] 

RJl-^JO 

R347C: 

HC2982 



:<'09 

P73968 

H39840 

H95233 * ' 

H39841 " * ' " 

N30199 

TS29€6 

N29508 .,....[.[ 

N26919 

N26910 

h;6?57 

Ni'^n: 



1 



rigurt 4C (C n't) 



BUunift CCCACCCATC CCCCCCCCAS AACNC CCCC CTCCCCACAC TCAACCTCCC 

N40«51 CCCACCCATC CCCCCCCCAC AACNC. CCCC CTCCCCACAC TCAACCTCCC 

N39876 CCCACCCATC CCCCCCCCAC AACNC. CCGC NTCCCCACAC TCAACCTCCC 
CCCACCCATC CCCCCCCCAC AACCCCCCCC CTCCCCACAC TCAACCTCCC 

Hl6e66 CCCACCCATC CCCCCCCCAC AACNC. CCGC CTCCCCACAC TCAACCTCCC 

ft34809 CCCACCCATC CCCCCCCCAC AACNC. CCCC CTCCCCACAC TCAACCTCCC 

T66058 

CCCACCCATC CCCCCCCCAC AACNC. CCCC CTCCCCACAC TCAACCTCCC 
Hif2U CCCACCCATC CCCCCCCCAC AACNC. CCCC CTCCCCACAC TCAACCTCCC 



. [ . [ . , [], . ][ ..], .,][ 

M397M !...*^ [,[ 

H873O0 

R74593 ' ' ' 

R31730 

R30o: *'*" ""' 



R32676 ** 

T<7439 

R73968 

H39840 

H95233 

H398n 

N30199 ...]]. 

T52966 ..,].[ 

N29508 ....][ 

N26919 

N3691C 

h:6757 

N2'73; 



Figure 4C (Con' t) 

BiHgnin CAXACCCSAC TTCCCCC-CC TTTCCCACCT CCCCCACCCT CCCCCACCCT 
CAAAGCCCAC TTCCCCCCCC TTTCaACCT CCCCCACCCT CCCCCACCCT 
S}99n CAAAGCCCAC TTCCCCCCCC TTTCaACCT CCCCCACCCT CCCCCACCCT 
3«^894 CAAAGCCCAC TTCCCCCCCC TTTCaACCT CCCCCACCCT CCCCCACCCT 
HI 6866 CAAAGCCCAC TTCCCCCCCC TTTCCCACCT CCCCCACC . T CCCCCACCN. 
«3<808 CAAAGCCCAC TTCCCCCCCC TTTCCCACCT CCCCCACCCT CCCCCACCCT 

'^^^^^ CCACCCT CCCCCACCCT 

CAAAGCCCAC TTCCCCCCCC TTTCCCACCT CCCCCACCCT CCCCCACCCT 
NSm* CAAAGCCCAC TTCCCCCCCC TTTCCCACCT CCCCCACCCT CCCCCACCCT 



H94519 [[][,][[]] 

!!!^** ^ 

HI7300 ' 

R74593 ** * 

R31730 " 

a347c: ' 

H02982 *' 

S326U .[.].[ 

TOn9 

373960 * 

H39840 

H95233 [ 

H39841 

N3C:99 

T52966 

N295oe .[.]][ 

N26919 

N26910 

H16757 

S2T^}2 



1/ 



rigurt 4C (Con't) 

20: 2SC 

3liiun;n CCCCACCTiA ACCCCACCCC CTCCATTCCC CCTCCCTTTC .ACCCCCTTC 

CXCACCTGA ACCCSACCCC CTCCATTGCG CGTCCGTNTC .ACCCCCTTC 

N 3 99 76 CCCCACCTCA ACCCCACCCC CTCCATTCCC CGTCCCTTTC .ACCCCCTTC 

R97894 CCCCACCTCA ACCCCACCCC CTCCATTCCC CCTCCCTTTC .ACCCCCTTC 

H:6a66 .CCCACCTCA ACCCCACCCC CTCCATTCCC CCTCCCTTTC .ACCCCCTTC 

R 34 108 CCCCACCTCA AC-CCACCCC CTCCATTCCC CCTCCCTNTC C ACCCCCTTC 

:6«058 CCCCACCTCA ACCCCACCC . CTCCATTCCC .CTCCCTCTC KACCCCCTTC 

HiUiO CCCCACCTCA ACCCCACCCC CTCCATTCCC CCTCCCTTTC .ACCCCCTTC 

CCCCACCTCA ACCCCAGCC. CTCCATTCC . CCTCCCTTNC .ACCCCCTTC 

R3S464 

H94519 

N39'>98 

Hsnoo 

R7I593 

R31730 

R347:: 

HC2982 

R3;«''6 

:4709 

^'^ 3966 

H39840 

H95233 

H3984; 

N3C:99 

:5296< 

NJ9508 

N2«9:9 

S:691C 

.H16''5"' 

N27f32 



(> 



rigur* 4C (Con't) 





?S 1 














300 


B 1 K un in 


CCCCACCT 








CGTCC 


:cTc 


cc rc 


cc:c 


N40I51 


CCGCACCT 


• \* 




w AAt«#MW ■ 


GGTGC. 


CCTC 


CCCTC 


.cc:c 


SJ98''6 


ccccAccr 




ATCGCCACAC 


CCCAACCCCT 


CCTCC. 










CCCCACCT 


- ^ 


ATCCCGACAC 


CCCAACGCCT 


CCTNC 


CCTC 


cc . :n 


.cc:c 


H16666 


CCGCACCT 


.G 


ATCGCCACAC 


CCCAACCCCT 


CGTNC. 


CCTC 


CC.TGGCCCC 




CCCCACC T 


.C 


ATCCCGAGAC 


CCCAACCCCT 


GGTCCCCGTt 


GC . TC 


t wC 




CCGCACCT 


.C 


ATCGCCACAC 


CCCAACCCCT 


CGTGG. 




GC.TC 


. wG^C 




CCGCACCT 


.c 


ATCCCGAGAC 


CCCAACCCCT 


GGTGG. 


CCTC 


GCCTG 


. CGCG 




CCCGAACT' 




ATCGCCACAC 


CCCAACCCCT 


GGTGG. 


CCTC 


CCTC 


.CGCG 




















H94519 




































H87300 


















a7093 
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h:2982 
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rigurt 4C 

3:; 

Biiiunin TC TtCCCTC 
N40e5l TC.TCGCCTC 
N39aT6 TC.TCCCCT3 
Re 7 1 94 TC.TCCCCTC 
HI 6166 TTCTCCCCTC 
TCTTCCCCrc 
T66058 TC.TCCCCTC 
N57 450 TC.TCCCCTC 
N57374 rCCTCCCCTC 

R35444 

H94S19 

N39798 

Hi7300 . 



(Con' t) 

ACC: CCCCA TCCCCCANT 
AS-T.GCNCA TCTCC 



CACCC CO 



ACCT. CCCCA TGCCCCACT, G.TCCCCMCC T, CACCC. C 

ACCrrCGCCA tcccccant. cttnc.cccc t.naccc.cc 

ACCT. CCCCA TCCCCCANT, CTTCC.CMCC T. CACCC. CC 
ACCTCCCCCA TCCCCCANTT CTTCC.CCCC T. CACCC. CC 
ACCT. CCCCA TCCCCCANT. CTTCC.CNCC T. CACCC. CC 
ACCT. CCCCA TCCCCCANT. CCTCC.CCCC TTCACCC.CC 
ACCT. CCCCA TCCCCCANT. CCTCCCCNCC T.CACCCCCC 
CCCCCC 



R74593 
*31730 
334701 
M02962 
R32676 
747439 
R73968 
.''.39840 
H9S233 
H3984: 
S30;99 
T52986 
H29S08 
K26919 
M?6910 
HU757 
S21732 



rigur* 4C (Con't) 
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AC GG CC 


TTTCTCC 


^- ^ ^ ^ » ^ ^ ^ 










ACC. 












HI 6866 


AC . . CCNCCT 










"CCTNTCTC 


^34808 


ACCCCCKCC, 


. TTTTTTCCN 


CC • TCCTCCC 


a::::. ::c. 




:nctctctn 


:66CS8 


. . .C&GNCC. 


.TTTTCTCC. 


CC . TGCTCCG 


A. TCCCT. CC 




.CCTCTCT. 




ANN. NCCCC. 


. TTTCTCC . 


CC . TCCTCCC 










AC. .CCCCCC 


. . TTTCTCC , 


CCTTCCTCCC 


A. TCCCT. CC 




.CCTCTCTG 


RJ5464 




. .TTTCTCC. 


CCTCCCTCCC 


A. TCCCT. CC 


T.CCTCTCT. 


H94S19 


.CCNGCCCC. 


. .TTNNTCC. 


CN. TCCTCCC 


A. TCCCT. CC 


A 


.CCTCTCT. 


N39^98 








ANTCCCT.CC 




.CCTCTCT. 


H87300 














RT4593 
R3:730 
R34701 
M0298; 
R32676 
:4?439 
R73968 
H 3 98 4 3 
H95233 
H3984 1 
N3C199 
T52966 
N29538 
N269:9 
N26910 
HU757 
N27:32 
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rigur* 4C (Con't) 

3i««r.ifl cccc tc:tg c :k::ca ccca caacc ca gca tcc ACCAcr: c: 
H:ti(St ccscttcct: cc.ckccca ccca. caacc ca.gca.tcc aacaattttt 

»}itZt CGCCTTC.TS GCCMCCCCCA NCCA. CAACC CAACCA.TTC ACCA.-T 

:6S3S8 cccc.Tc::: c. .cccccca ccca. caacc ca.cca.tcc accantt.c: 
si'iio cscs.Tc::: c. cccccca ccca. caacc ca.cca.tcc accactt.ct 

fVl'* -CCCC.rCCTC C. CCCCCCA NCCAACAANC CA.CCAATCC ANCAATTNCT 
SCGC.TCCTC C.CCCCCCCA CCCA. CAACC CA.CCA.TCC ACCACTT CT 
H»<$H CCCC.TCCNC C. .CCCCCCA CCCA. CAACC CA.CCA.TCC ACCACTT.CT 
!<J»7»« CCCC.TCCTC C. .CCCCCCA CCCA. CAACC CA.CCA.TCC ACCACTT.CT 
HI7300 



/6 



figure 4C (C n't) 

3:rjnin CCCTCCTCT CGAACCT ZZ TCCCCACATC C:CCC CCTC CATCCCTA Z 

:660S8 TCCTGCTCn CSAACC 

SViiZ CCCTCCrCT. CCXACOT.SC TCCCCAC 

ssnn gcctcc::t: ccaaacttcg tccccanatt c:ccccc::t catcnctaac 

ft3.M«4 CCCTCGTC:. CCAACCT.OC TCCCCACATT CCGGC.CCTC CATCCCTA.: 

H94 5:9 CCCTCCTCT. CCAACCT.^ TCCCCACATC CCCCC.CCTC CATCCCTA.C 

N39798 CCCTCCTST. CCAACCT . SC TCCCCAGATC CCCCC.CCTC CATCCCTA.C 

HI73O0 

a74593 

?^3:73C 

S3oo: 

H0;9« 

a33676 

:4?439 

3^968 

,098K 

^95233 

H3984: 

S3::99 

:52966 

S29508 

«69:9 ' * .......... 

N2691C ***.." 

H:615: '* . 

N27732 
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figure 4C (Con't) 

501 55: 

SHunxn Z TCGT CCT ACAATCTCAC TCACOCATC: TCCCACCTCT TTCTCT AT: 

N5?3?« CTTCCTTCCT ANAATGTMAA TTAANCATTC TTCCAACTGT TTCTCTNAT: 

RJ54«4 C.TCCT.CCT ACAATCTCAC TCACCCATC: TCCCACCTCT TTGTCT.AT: 

C.TCCT.CCT ACAATCTCAC TCACXATCC TCCCACCTCT TTCTCT.AT: 

C.TCCT.CCT ACAATCTCAC TCACCCATCC TCCCACCTCT TTCTCT.ATC 

HSnCC 



R3i730 

RJ47C: 

H02M2 



TI7n9 

Rn9«i 

H39«IC 

H952.33 

^39841 

N3::99 

T52966 

N295:8 

S'269:9 

n;691C 



N27732 , [[....,,., 

Biituni- GGCCCTCTCA CCCAAACA CCAATAATTA CCTCACCAAC CA CCACTCC 

N5^374 CCCCCTNTTA AACCCAAANA . CAATAATNA CCTCACCAAA CAACNAAT.. 

R35464 GCGCCTCTCA ..CCCAAACA CCAATAATTA CCTCACCAAC CA. CCACTCC 

H94 519 CGCCCTCTCA .. CCCAAACA CCAATAATTA CCTCACCAAC CA. CCACTCC 

N39798 CGCCCTCTCA ..CCCAAACA CCAATAATTA CCTCACCAAC CA. CCACTCC 

H8730C CArrCGCCAC ACCCCAAACA CCAATAATTA CCTCACCAAC CA . CCACTKC 
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RGUREiD 

EST conjMt KLRA£ADGVS RLtGSLL:.SG 
EST con3«na iTfNVTDGSCQ LFVYGGCOGN 
EST conaena AADSSVPSAP RKQDSEDHSS 
EST conaans RNSCNNFIYG GCRGNKNSYR 
EST cona«na rvMVLTTTTr, a^wy: tbva 




VUkADRTRSI HOFCLVSKW GRCRASMPRW 50 
SNNYtTKEEC LKKCATVTEN ATGDLATSRW 100 
DMFNYEEYCT ANAVTGPCRA SFPRVTrFDVE ISO 
SECACMLRCF RQQENPPLPL r.jSKWVtAGL 200 
RiWQERALRT VWSCGUOKEQ LVKNTYVL 2 48 
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COMA i« 3 

cONA TGATCGCCUG ACCCCAACGC CTGGTGGCGT CGCCTGCGCC TCTCOGCTGA £3 

:r*nsUcion .SRD PNG WWR RLRV SAE-30 

cONA GCT3GCCAT0 GCOCAGCTGT GCGGGCTGAG OCGGAGCCOG GCGTTTCTCG 10 3 

icanslition LAM A Q L C G *- R R S R A f - A-:3 

CDNA CCCTGCTGGG ATCGCTGCTC CTCTCTGGGG TCCTGGCJGC CGACCGAGAA 15 3 

cc.nslation LLGSLLLSGVLAADRE 4 

CONA CGCAGCAtCC ACGACTTCTG CCTGGTGTCG AAGGTGGTGG GCAGATGCCG 20 3 

trinsUtion RSIH OFC LVS KVVC RCR 21 

cDNA GGCCTCCATG CCTAGGTGGT GGTACAATGT CACTGACGGA TCCTGCCAGC 253 

trtnaUtion ASM PRWW YNV TOG SCQL38 

CDNA TGTTTGTGTA TOGGGGCTGT GACGGAAACA GCAATAATTA CCTGACCAAG 303 

translation fvyGGCDGHSNNYLTK 54 

CONA GAGGAGTGCC TCAAGAAATG TOCCACTGTC ACAGAGAATC CCACOGGTGA 353 

translation EECL KKC ATV TEMA T GO 71 

CDNA CCTOGCCACC AGCAGGAATG CAGCGGATTC CTCTGTCCCA AGTGCTCCCA 403 

translation LAT SRNA ADS SVP SAPR88 

cONA GAAGGCAGGA TTCTGAAGAC CACTCCAGCG ATATGTTCAA CTATGAAGAA 4 53 

translation R Q 0 S E 0 H S S 0 M F N Y E E 104 

cONA TACTGCACCG CCAACGCAGT CACTGGGCCT TGCCGTGCAT CCTTCCCACG 503 

translation YCTA NAV TG? CRAS FPR 121 

cONA CTGGTACTTT GACGTGGAGA GGAACTCCTG CAATAACTTC ATCTATGGAG 553 

translation WYT OVER NSC NNT IYGG138 

CDNA GCTGCCGCGG CAATAAGAAC AGCTACCGCT CTGAGGAGGC CTGCATGCTC 60 3 

translation CRG NKN SYRS EEA CML 154 

CDNA CGCTGCTTCC GCCAGCAGGA GAATCCTCCC CTGCCCCTTG GCTCAAAGGT 653 

translation R C r R 0 Q E S P P t. P L G S K Jd iv. 

CDNA GGTGGTTCTG GCGGGGCTGT TCGTGATGGT GTTGATCCTC TTCCTGGGAG 7C3 
translation v t- as: — £ Y H V L— I — m T \ . ^ \ -93 

CDNA CCTCCATCGT CTACCTGATC CGGGTGGCAC GGAGGAACCA OGAGCGTGCC 'i: 
translation < ** v Y : : R v A R R N 0 ERA ZZ* 

CDNA CTGCGCACCG TCTGGAGCTT CGGAGATGA ' Y' 

translation LRT VMSFGO 21. 



HGURE4F 



CONA GCACGAGTTC GGAGGTCTAG CGCGGCTCTG AACCCGCTGA GCGCCGTTCy^ 50 

COMA GTGTCGCAGG CGOCGAGOGC GCGAGTGAGG AGCAGACCCA GOCATCGCGC 100 

CONA GCCGAGAAOG CCGGGCGTCC CCACACTGXA GGTCCGGAAA GGCGACTTCC 150 

cONA GGGGGCTTTG GCACCTGGCG GACCCTCCCG GAGCGTCGGC ACCTGAACGC ::0 

cONA OAGGCCCTCC ATTGCGCGTG CGCGTTGAGG GGCTTCCCGC ACCTGATCGC 2 50 

CONA GAGACCCCAA CGGCTGGTGG CGTCGCCTGC GCGTCTCGGC TGAGCTGGCC 300 

CONA ATCGCGCAGC TGTGCGGGCT GAGGCGGAGC CGGGCGTTTC TCGCCCTGCT 3 5C 
traf\3i*tion M A Q L C G L R R S R A F L A L -11 

cONA GGGATCGCTG CTCCTCTCTG GGGTCCTGGC GGCCGACCGA GAACGCAGCA OC 

cr4n3l4tion GSL L-SG VLA AOR ERS: 

cONA TCCACGACTT CTGCCTGGTG TCGAAGGTCjG TGGGCAGATG CCGGGCGTCC 4 50 

crtnslAtion HOT CLV SKVV GRC RA S 23 

COMA ATGCCTAGCT GGTGGTACAA TGTCACTGAC GGATCCTGCC AGCTGTTTGT 500 

trinsiatioft MPRW WYN VTO GSCQ LFV 40 

CONA GTATGGGGGC TGTGACGGAA ACAGCAATXA TTACCTGACC AAGGAGGAGT ii l 

trAnslAtion YGG CDGN SNN YLT KEEC5^ 

CONA GCCTCAAGAA ATGTGCCAC? GTCACAGAGA ATGCCACGGG TGACCTGGCC 600 

translation LKK CAT VT EN ATG OLA 73 

COMA ACCAGCAGGA ATGCAGCGGA TTCCTCTGTC CCAAGTGCTC CCAGAAGGCA 650 

translation TSRN AAD SSV PSAP RRQ 9.0 

COMA GGATTCTGAA GACCACTCCA GCGATATGTT CAACTATGAA GAATACTGCA 7 00 

translation DSE OHSS 0 H f NYE EYCT 107 

COMA CCGCCAACGC AGTCACTGGG CCTTGCCGTG CATCCTTCCC ACGCTGGTAC nO 

translation ANA V?G PCRA SFP RWY 123 

CDMA rrTGACGTGG AGAGGAACTC CTGCAATAAC TTCATCTATG GAGGCTGCCG 800 

translation FOVE RNS CNN FIYG GCRMO 

cONA GGGCAATAAG AACAGCTACC GCTCTGAGGA GGCCTGCATG CTCCGCTGCT 8 5C 

translation GNK N SYR SEE ACM LRCF157 

COMA TCCGCCAOCA GGAGAATCCT CCCCTGCCCC TTOGCTCAAA GGTGGTGGTT 900 

translation RQO ENP ?LPL GSK Y V V lo 

cONA CTGGCGGGGC TGTTCGTGAT GGTGTTGATC CTCTTCCTGG GAGCCTCCAT 950 
translation k g l r y m v i : r . l ^ S ^ 

cONA GGTCTACCTG ATCC3GGTGG CACGGAGGAA CCAGGAGCGT GCCCTGCGCA ::0 

translation v y l : R v A R R N Q £ R A L R T 

cONA CCGTCTGGAG CTCCGGAGAT GACAAGGAGC AGCTGGTGAA GAACACATAT ICS 

translation VWS S Z Z :;k£Q lvk NTY 223 

COMA GTCCTGTGAC CGCCCTGTCG CCAAGAGGAC TGGGGAAGGG AGGGGAGACT IIC 

translation v L • 22S 



nGURlH£^(Con't) 



CONA 


ATGTGTGAGC 


TTTTTTTAAA 


CDNA 


TTAGGGCTGA 


GGTCTGTTTC 


cONA 


TGGCAGGGAT 


GGGTTTGCTT 


COHA 


TGGCCTGCAG 


TCTGGCAGCA 


cONA 


CTTTCCTCCA GGTAGAGTTT 


CONA 


TTTTCTCNAT 


CACAGAAGTG 


CONA 


TTTATGGTTT 


TTTTAAGTAT 


cONA 


GAAGGAAAGT 


AAAATGTACA 


cONA 


AATAAATTTC 


CACCATGTTG 


1550 







5t> 

TAGAGGGATT GACTCGGATT TGAGTGATCA 1150 

TCTGGGAGGT AGGACGGCTG CTTCCTGGTC 1200 

TGGAAATCCT CTAGGAGGCT CCTCCTCGCA 1250 

GCCCCGAGTT GTTTCCTCGC TGATCGATTT 1300 

TCTTTGCTTA TGTTGAATTC CATTGCCTCC 1350 

ATGTTGGAAT CGTTTCTTTT GTTTGTCTCA 14 00 

AAACAAAAGT TTTTTATTAG CATTCTGAAA 14 50 

AGTTTAATAA AAAGGGGCCT TCCCCTTTAG 1500 

CTTTCAAAAA AAAAAAAAAA AAAA 



HGURE4G 



EST conjMd 
PCR clon« 
^OHA cion 



HAQLCGL 
MAQLCGL 



A£ADGVSRLL 
RASRAFLALL 



GSLLI-SGVU 
GSLLLSGVU -1 
GSLLLSGVLA -I 



EST constna ADRTRSIHOr CLVSKWGRC RASMPRWWYN VTOGSCQLTV YGGCDGNSNN 50 
PCR clon« ADRERSIHDF CLVSKWGRC RASMPRWWYN VTOGSCQLrv YGGCOGNSKN 50 
XcONA clone ADRERSIHDF CLVSKWGRC RASMPRWWYN VTOGSCQLFV YGGCDGNSNN 50 

EST conaena YLTKEECLKK CATVTENATG DUTSRKAAD SSV?SAIRRQ DSEDHSSDMF IOC 
PCR clone YLTKEECLKK CATVTENATG DUTSRKAAD SSVPSAPRRQ DSEDHSSDMF 100 
icDMA clone YLTKEECLKK CATVTENATG DLATSRKAAD SSVPSAPRRQ DSEDHSSDMF 100 

EST conaens KYEEYCTANA VTGPCRASFP RITfrDVERHS CNNTIYGGCR GKKNSYRSEE 150 
PCR clone NYEEYCTANA VTGPCRASFP RWYFDVERNS CNNFIYOGCR GNKNSTRSEE 150 
AcONA clone NYEEYCTANA VTGPCRASfP RWYFOVERNS CNMFIYGGCR GNKNSYRSEE ISO 

EST consena ACMLRCFRQQ ENPPLPLGSK vwiAfiLrvM VLT^rT/;A<!M VYTTnv^ppM 200 
PCR clone ACMLRCFRQQ ENPPLPLGSK vwuifiLrw vLTLFLGAjSM VYLT WAanM 200 

XCOHA clone ACMLRCFRQQ ENPPLPLGSK VWLAGLn/M VLTLTLGA^M VYLTftVARftM 200 



EST conaens QERALRTVWS SGOOKEQLVK NTYVL 

PCR clone QERALRTVWS FGO 

XcDNA clone QERALRTVWS SGDDKEQLVK NTYVL 



225 
213 
225 




nCURES 




% Proiea^ Inhibition 
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Figure 10 
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Figure 13 
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Figure 14 
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Flow Chart of CHO rhBikunio Purification Process Train 

CHO TCF 

i 

SP-Sepharose, pH 5, Capture 
UF/DF/Fil., pH 8.2, ConcMitration & Buffer Exchange 

i 

Q-Sepharose, pH 8.2. Capture, Dimcr removal 
Zn-IMAC. pH 7.2, Flowthfijugh, CHO protein removal 
UF, pH 7.4, Concentration 

i 

S-200,pH7.2, Size Exclusion 
ETOX Treatment, pH 7.2,irotective Pyrogen Removal 




Elutlon Time {minutes) 



FigiireXScCb) 




